. Sample Nanodisc Preparation Sheet for Single Port Device 1 Table 2 . Sample Nanodisc Preparation Protocol for a 3-Port Device 2 Scheme S1. Microfluidic purification of Nanodiscs by affinity chromatography. Electronic Supplementary Material (ESI) for Lab on a Chip. This journal is © The Royal Society of Chemistry 2017 The multiport device design used on-chip reagent mixing prior to Nanodiscs assembly upon detergent removal. The mixing channel featured alternating juts to encourage efficient mixing.
Three different colors of food dye are fed into the device and complete mixing is clearly apparent. Size exclusion chromatograms (SEC) monitored at 280 nm for DMPC Nanodiscs with MSP1D1
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formed at variable flow rates indicate minimal to no effect on overall Nanodisc assembly.
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Figure S5. Comparison of Mixing versus No Mixing.
Nanodiscs formed with either multiport (3-port) or single port devices using MSP1D1 and sodium cholate as detergent both result in monodisperse Nanodiscs that co-elute when analyzed with SEC monitored at 280 nm. There was no observed impact on Nanodisc formation when prepared at RT using DMPC lipids ( A ) or at 4°C using POPC lipids ( B ). CYP3A4 incorporation into DMPC and MSP1D1 Nanodiscs using a 3 port assembly device measured at both 280 nm and 417 nm with SEC show incorporation of CYP3A4 into the Nanodiscs as indicated by the co-elution of the 417 nm and 280 nm peaks. No Nanodisc purification was performed prior to SEC analysis. S10 Figure S8 . Polyacrylamide Gel Electrophoresis of Nanodiscs with incorporated CYP3A4.
S8
SDS-PAGE gel of DMPC and MSP1D1 Nanodiscs filled with CYP3A4 throughout the assembly and purification process stained with Coomassie Blue. Bands corresponding to CYP3A4 (57 kDA) and MSP1D1 (24.6 kDa) are present in all filled Nanodiscs and in Nanodisc components.
Empty Nanodiscs only show the MSP band. S11
